MTS assays
500,000 A549 cells were seeded in a 6cm dish and treated with non-targeting control oligos (NT1) or USP21 siRNA (oligos 5, 6, and 8) for 48 hours. Cells were collected and counted; no difference in cell number was observed. 4000 cells per condition were reseeded into a 96 well plate in 7 replicates and incubated with NT1 or USP21 siRNA for a further 72 hours, (120 hours total). The amounts of viable cells resulted per condition was compared using CellTiter 96® Aqueous One Solution Cell Proliferation Assay kit (Promega), in which a MTS tetrazolium compound is bio-reduced by metabolically active cells into a colored formazan product, and measured by spectrometry.
Mass spectrometry
Following immunoprecipitation from NP40 cell lysates, samples were reduced with 10mM DTT (98°C, 5 minutes) and alkylated with 50mM 2-Chloroacetamide (room temperature, 30 minutes) before subjected SDS PAGE analysis (4-12% NuPAGE (Invitrogen)). Protein gels were stained with Novex Colloidal Blue staining kit (Invitrogen). Each lane was cut into 12 slices for in gel digestion with trypsin. Tryptic peptides were separated on a 75µmx25cm C18 column with a 39 minutes acetonitrile gradient using a nanoAquity UPLC system (Waters) connected to a Thermo LTQ orbitrap XL mass spectrometer. Spectra were acquired with a top 5 CID method and analyzed with MaxQuant 1.0.13.13 (Cox et al, 2008 Table 2 . Phosphorylation sites identified in USP21 from label free mass spectrometry. HeLa or HEK293T cells were transfected with GFP-USP21 (WT) or C221S expressing constructs for 24 hours. GFP tagged USP21 proteins were immunoprecipitated with anti-GFP antibody coupled beads and analyzed by tandem mass spectrometry (Orbitrap XL)using collision induced dissociation. Phosphorylation sites were identified with MaxQuant 1.0.13.13 with probability cutoff of 0.75 (S113 from HeLa is shown because high probability from HEK293T). n.d., not detected. Supplemental Table 3 : Co-immunoprecipitation of cytoskeleton related proteins. HeLa or HEK293T cells were transfected with GFP, GFP-USP21 (WT), or GFP-USP21 C221S (Mut) expressing constructs. GFP or GFP tagged proteins were immunoprecipitated with anti-GFP antibody coupled beads and analyzed by mass spectrometry. All listed proteins were seen in two experiments absent from control experiments and identified by at least two peptides. TSC, total spectral counts. Figure S8 . Effects of siRNA knock-down.
(A-D) A549 cells were incubated for 120 hours with siRNA oligos specific to USP21 (A) Cell-cycle parameters as judged by FACS analysis were not significantly affected (pooled oligos). Control corresponds to no oligo. (B) Cell viability as judged by MTS assay shows a modest reduction across 3 individual oligos versus a non-targeting oligo (NT1).
